A large number of peptides are generated during the processing of dry-cured ham that can 21 be affected by post-translational modifications (PTM). One of the most studied PTMs is 22 the oxidation of susceptible residues but other modifications such as deamidation have been 23 scarcely reported in the literature. This work has been focused on the impact of 24 deamidation in those peptides generated in 12-months dry-cured hams. The results obtained 25 in Biceps femoris and Semimembranosus muscles showed that 52% and 48% of the 26 identified peptides, respectively, were affected by PTMs, with a total of 277 and 282 27 sequences showing deamidation in both muscles, respectively. It appears that deamidation 28 is not influenced by the type of muscle but is probably favored by characteristic processing 29 conditions like temperature, pH, and salting of hams. The knowledge of the affected 30 sequences provides novel information for a better characterisation of proteolysis 31 phenomena during the processing of dry-cured ham. 32 33 modifications, mass spectrometry. 34 35 36 37 38
Introduction
Sample extraction and analytical ion chromatography for determination of salt content were 83 performed as described by Armenteros, Aristoy & Toldrá (2012) . 84 2.4.Peptide identification 85 Peptides were identified using nanoliquid chromatography-tandem mass spectrometry with 86 an Eksigent Nano-LC Ultra 1D Plus system (Eksigent of AB Sciex, CA, USA), and 87 quadrupole/time-of-flight TripleTOF_5600+ system (Q-ToF) (AB Sciex Instruments, MA, 88 USA) with nanoelectrospray ionization source (nESI). Once salt was removed and the rest 89 of content was lyophilised, the samples were resuspended to a concentration of 10 mg/ml 90 with 0.1% of TFA and centrifuged at 200 g for 3 min under refrigeration. After that, 15 µl 91 of the resuspension were wiped and concentrated using a Zip-Tip C18 with standard bed 92 format (Millipore Corporation, Bedford, MA). Once eluted, peptides were lyophilised and 93 resuspended in 20 µl of 0.1% TFA.
94
Mass spectrometry analysis was carried out following the methodology described by 95 Gallego, Mora, Aristoy & Toldrá (2015) . 15 µl of each sample were injected into the nESI-96 LC-MS/MS system, and preconcentrated on a C18 trap column (3 m, 350 m x 0.5 m;
97
Eksigent of AB Sciex, CA, USA), with a flow rate of 3 l/min for 5 min, using 0.1% v/v 98 TFA such as mobile phase. The trap column was automatically switched inline onto a nano-99 HPLC capillary column (3 m, 75 m x 12.3 cm, C18; Nikkyo Technos Co, Ltd. Japan).
100
Mobile phases were composed of a solvent A (0.1% (v/v) FA in water), and a solvent B, 101 (0.1% (v/v) FA in 100% acetonitrile). In HPLC generated a gradient from 5 to 35% of 102 solvent B for 90 min, and another gradient from 35% to 65% of solvent B for 10 min, with 103 a flow rate of 0.3 l/min and 30ºC. A nanoelectrospray ionization system (nESI) was 104 coupled directly to the column leak.
105
The Q/ToF worked in positive polarity and information-dependent acquisition mode, in 106 withn a scan of 0.25s MS from 100 to 1250 m/z valor, followed of scans of 0.05s of product 107 ion from 100 to 1500 m/z values. The identified proteins were grouped in base on MS/MS spectra through the algorithm of 117 ProteinPilot called Progroup to avoid taking more than one protein for the same spectral 118 evidence.
119

Results and discussion
120
The peptide extracts from dry-cured ham were lyophilized and prepared to be analyzed 121 using nESI-Q-TOF mass spectrometry in order to identify the peptides and any PTM that 122 might be present.
123
The diffusion of salt during early stages of dry-curing is not homogeneous and differences 124 in salt content between muscles have been reported (Grau, Albarracín, Toldrá, Antequera & 125 Barat, 2007) . This is quite relevant because salt exerts an inhibitory effect on muscle Toldrá; Cerveró & Part, 1993a) . This is the main 128 reason why two different muscles, an external (Semimembranosus) and an internal (Biceps femoris) with different salt content were analysed. This can be also reflected in different 130 proteolysis products by the end of the dry-curing process (Toldrá, 2002 
178
The deamidation rate depends on the residues preceding and following the carboxamide 179 group and the protein tertiary conformation. Also, the ratio of asparagine to glutamine can 180 affect deamidation rate because asparagine is deamidated at higher rates than glutamine, 
